Background: Rhizobia are soil bacteria that establish symbiotic relationships with legumes and fix nitrogen in root nodules. We recently reported that several nitrogen-fixing rhizobial strains, belonging to Rhizobium phaseoli, R. trifolii, R. grahamii and Sinorhizobium americanum, were able to colonize Phaseolus vulgaris (common bean) seeds. To gain further insight into the traits that support this ability, we analyzed the genomic sequences and proteomes of R. phaseoli (CCGM1) and S. americanum (CCGM7) strains from seeds and compared them with those of the closely related strains CIAT652 and CFNEI73, respectively, isolated only from nodules. Results: In a fine structural study of the S. americanum genomes, the chromosomes, megaplasmids and symbiotic plasmids were highly conserved and syntenic, with the exception of the smaller plasmid, which appeared unrelated. The symbiotic tract of CCGM7 appeared more disperse, possibly due to the action of transposases. The chromosomes of seed strains had less transposases and strain-specific genes. The seed strains CCGM1 and CCGM7 shared about half of their genomes with their closest strains (3353 and 3472 orthologs respectively), but a large fraction of the rest also had homology with other rhizobia. They contained 315 and 204 strain-specific genes, respectively, particularly abundant in the functions of transcription, motility, energy generation and cofactor biosynthesis. The proteomes of seed and nodule strains were obtained and showed a particular profile for each of the strains. About 82 % of the proteins in the comparisons appeared similar. Forty of the most abundant proteins in each strain were identified; these proteins in seed strains were involved in stress responses and coenzyme and cofactor biosynthesis and in the nodule strains mainly in central processes. Only 3 % of the abundant proteins had hypothetical functions. Conclusions: Functions that were enriched in the genomes and proteomes of seed strains possibly participate in the successful occupancy of the new niche. The genome of the strains had features possibly related to their presence in the seeds. This study helps to understand traits of rhizobia involved in seed adaptation.
Background
Rhizobia are saprophytic soil bacteria commonly studied for their ability to enter into nitrogen-fixing symbioses with legumes. The establishment of these symbioses by rhizobia, a collective term for strains from genera such as Rhizobium, Sinorhizobium, Mesorhizobium and Bradyrhizobium, involves the formation of organ-like structures on the legume roots (for recent reviews see references [1] and [2] ). The rhizobia in the nodules are present in a metabolically differentiated form called bacteroids, which perform the reduction of atmospheric dinitrogen into ammonium. In exchange for dicarboxylic acids supplied from the plant, the bacteroids export the ammonium to the plant. Rhizobia have also been found inside legume nonnodular tissues such as roots, stems and pods [3] [4] [5] . There are also reports of endophytic rhizobia associated with Arabidopsis, wheat, maize, sugar cane, and rice [6] [7] [8] [9] . Strains of endophytic Rhizobium were recently isolated from the tree species Populus euphratica and P. deltoides [10, 11] .
Previously, we described several nitrogen-fixing rhizobial strains isolated from the interior of common bean seeds (Phaseolus vulgaris) [12] . We postulated that the vertical transmission of effective rhizobacteria in seeds expands the spectrum of their beneficial interactions with the host plants and has potential biotechnological application.
Given the increasing number of endophytic rhizobial isolates, it is worth determining which genetic traits are responsible for their ability to persist in plant tissues and discover if genomic differences exist among isolates able to persist in seeds. Despite the difficulties in assigning functions to novel genes, these analyses can measure changes in cellular physiology in response to genetic or environmental adaptations [13] . The model of our previous study was to compare closely related strains with different lifestyles by analyzing their genomes in addition to other approaches, with the aim of understanding how the strains have adapted to new niches. In a previous work, we reported an initial analysis of two genomes of seed-borne rhizobia corresponding to Rhizobium phaseoli (strain CCGM1) and Sinorhizobium americanum (strain CCGM7) species [12] , but a thorough analysis was pending. The first species belongs to the symbiont most preferred by P. vulgaris, and the second to a recently described Phaseolus symbiont.
In this work we report the new genome sequence of an S. americanum strain, CFNEI73, isolated from nodules, and the improved sequence of strain CCGM7. We also compared the strains obtained from the interior of bean seeds, CCGM1 and CCGM7, with the strains from nodules, R. phaseoli CIAT652 [14] and S. americanum CFNEI73 [15] , respectively. We analyzed their genomic sequences to infer the prevalence, identity and function of their orthologs, and also performed proteomic analyses to compare the abundance and function of proteins in seedborne strains, compared with those from nodules.
Methods
Genome sequencing, assembly, and annotation of strain CFNEI73 and re-sequencing of CCGM7 DNA of strain CFNEI73 was extracted according to standard protocols and sequenced by Macrogen (Seoul, South Korea). A 3 kilobase pair (kb)-library was prepared and run on an Illumina HiSeq sequencer to obtain 100 base pair (bp)-mated pair reads. A total of 10,599,614 paired reads were obtained, and 4,629,584 remained after trimming. A second sequencing protocol was done with PacBio at the Duke Center for Genomic and Computational Biology (Durham, NC, USA) with a 10 kb-library, obtaining 731,017,143 reads, filtered to 612,800,193. Sequences obtained were mixed with the Illumina reads to enhance the accuracy of the final assembly with genome coverage of 71×. Assembly was performed with SMRT Analysis v2.3.0 (Pacific Biosciences) and SPAdes v3.5.0 [16] . Annotation was conducted with RAST v4.0 [17] , with manual curation. Strain CCGM7 was re-sequenced with PacBio at the Duke Center for Genomic and Computational Biology, with a 10 kb-library, obtaining 1,147,065,864 reads, filtered to 998,800,19. Reads were mixed with those obtained previously with Illumina [12] , with genome coverage of 121×. Assembly and annotation were done as for strain CFNEI73.
Comparative genomic analysis
The comparison was performed in two ways: (i) by pairwise analysis in the case of strain-specific genes and (ii) by group analysis to calculate relatedness and sequence identity. The genome sequences were downloaded from GenBank with the following assembly accession numbers: R. phaseoli strains CIAT652 (GCA_000020265.1), CNPAF512 (GCA_000194195.2), and CCGM1 (GCA_000705615.1), R. etli CFN42 (GCA_000092045.1), S. fredii strains NGR234 (GCA_000018545.1), USDA257 (GCA_000265205.2) and HH103 (GCA_000283895.1). The most closely related species to R. phaseoli was R. etli and to S. americanum was S. fredii. Additional searches for rhizobial homologs were done with the nonredundant (nr) database. For the group comparison we used OrthoMCL version 2.0 [18] with default parameters, with BLAST (E value 1e −5 ; 30 % identity and 70 % overlap). Predicted ORFs with lengths <300 nt were discarded from the analysis of strain-specific genes. For the study of paralog families, the inparalog files were used. Synteny was determined with an in-house Perl program using the ortholog files from OrthoMCL as described previously [19] . Function was assigned using the extended annotation of clusters of orthologous groups (COG) tool [20] . Genomic average nucleotide identity (ANIm) was calculated with JSpecies [21] . Phylogeny of nodD was obtained with PhyML server (http://www.atgc-montpellier.fr/phyml/) using default parameters.
Proteomic analysis
The strains were grown in liquid minimal medium (MM) containing succinate (10 mM) and ammonium chloride (10 mM) as carbon and nitrogen sources, respectively, for 8 h at 30°C with 200 rpm shaking. The methods used for sample preparation, analytical and preparative two-dimensional (2D) polyacrylamide gel electrophoresis (PAGE), and image analysis were as described previously [22] . Briefly, pH gradients were determined by using a 2D SDS-PAGE standard (Sigma, United States). For the first dimension approximately 500 μg of total protein was loaded. The gels were stained with Coomassie blue R-250, and protein spots on the gels were detected at a resolution of 127 × 127 μm using a PDI image analysis system and PD-Quest software (Protein Databases, Inc., Huntington Station, NY). We were interested in spots that showed at least a 2-fold change with the corresponding protein in the other strain, and met the conditions of a statistical Student test (level of significance, 95 %). Fifty spots were selected per strain from Coomassie blue-stained preparative 2D gels, excised manually and prepared for mass spectrometry analysis [22] . Experiments were performed three times. Mass spectra were obtained using a Bruker Daltonics Autoflex (Bruker Daltonics, Billerica, MA) operated in the delayed extraction and reflectron mode. Spectra were externally calibrated using a peptide calibration standard (Bruker Daltonics 206095). Peak lists of the tryptic peptide masses were generated and searched against the NCBI nr databases or with Rhizobase (http://bacteria.kazusa.or.jp/rhizo/) using the Mascot search program (Matrix Science, Ltd., London United Kingdom). The isoelectric point and molecular weight of the proteins were calculated. Each of the proteins with spot concentration under the detection level was revised manually. A global proteome correlation between strains was calculated and expressed as percentage of similar proteins. Enrichment of gene ontology (GO) terms was done through the EVPedia server (http://student4.postech.ac.kr/evpedia2_xe/xe/) using the TopGO program v2.14.0 [23] , with default parameters. Only the first five or 6 classes with the most significant P values, and exclusive terms for each strain, were included in the Table 4 . The participation of the abundant proteins in metabolic pathways was graphed using the Biocyc site (http://biocyc.org/over viewsWeb/celOv.shtml#).
Plasmid visualization by pulsed field gel electrophoresis (PFGE) and in Eckhardt gels
High-molecular-weight plasmids were visualized by PFGE, basically as described previously [24] . Gel electrophoresis was done in a Bio-Rad CHEF-DRIII system with the following conditions: one-sixth of the plug; initial switch time 800 s, final switch time 800 s, temperature 13.5°C, field angle 106°, run time 64 h at 2.2 V cm −1 . Plasmids were also visualized by the Eckhardt technique, as modified by Hynes and McGregor [25] .
Nucleotide accession numbers
The CFNEI73 genome has the following accession numbers at GenBank: CP013107 to CP013110 for chromosome, and plasmids a, b and c, respectively. For CCGM7, the sequences were registered under the accession numbers CP013051 to CP013054 for chromosome, and plasmids a, b and c, respectively.
Results
The main objective of the work in the seed-borne rhizobial strains was to find specific differences that allow the bacteria to persist in legume seeds. The seed prevalence is very interesting due to the vertical transmission of the bacteria and its biotechnological potential, and represents a new paradigm in the Rhizobium-legume interaction. We consider that seed isolates form a distinctive new group of rhizobial strains that are adapted to endophytic life. Some strains still have the complete set of genes for nodulation and nitrogen fixation, but others lack some symbiotic genes (unpublished results). Apparently these strains are in an initial process of diversification and thus, must have phenotypic and genomic features that enable them to occupy the new niche.
The selection of strains for this study was based upon several factors. For example, the R. phaseoli CCGM1 seed strain belongs to the most common symbiont species of P. vulgaris, is a biotin auxotroph, has low pyruvate dehydrogenase (PDH) activity, shows decreased growth in subcultures of minimal medium, and high sensitivity in normal laboratory and storage conditions, but has normal symbiotic ability [12] . The S. americanum CCGM7 seed strain is a biotin prototroph, presents good stress resistance, high PDH activity, no growth dcrease in subcultures, and has high symbiotic performance [12] . Extraordinarily, this strain has genes new to symbiotic rhizobia such as nifV gene (encoding homocitrate synthase) that make it the first candidate for fixing nitrogen in free-living state. The nodule strains selected for comparison were the most closely related available. For R. phaseoli, the nodule strain CIAT652 was sequenced previously by us [26] , and has been well characterized in our laboratory [14] . It is used as a biofertilizer for beans in Mexico and Central America. The S. americanum strain CFNEI73 was isolated in our Center from Acacia trees, and is also able to nodulate P. vulgaris and Leucaena leucocephala [15] . We sequenced this strain given that no S. americanum genome was available.
In the genomic studies, we firstly performed genomic comparisons of seed and nodule strains, looking for gene differences. A structural study was done to detect genome rearrangements. The presence of strain-specific genes and transposases was evaluated to explain genome rearrangements. Then, the genomic comparison helped to detect orthologs and strain-specific genes. A functional analysis on these genes was done to detect functions that possibly participate in the capability for seed persistance. The study of paralogs arose from the analysis of shared genes to detect signals of differential evolutionary trends. Finally, we obtained the proteomes of these strains, grown in minimal medium, to identify which proteins were most abundant in the seed strains, to deduce their function and participation in metabolism.
Genome sequence of S. americanum CFNEI73
We obtained the genome sequence of S. americanum strain CFNEI73, characterized previously [15] . This strain is efficient for nodulation and nitrogen fixation with bean plants (data not shown). Strain CFNEI73 was reported to have three plasmids [15] , but we observed only the two smallest by pulsed-field gel electrophoresis (PFGE) (Additional file 1: Figure S1 ). The CFNEI73 assembled genome consisted of a 3.7 Mb chromosome and three plasmids: pSamCFNEI73c (2177 Kb), pSamCFNEI73b or pSym (586 Kb), and pSamCFNEI73a (222 Kb), with 6466 predicted genes in total. Previously, we did not detect plasmids in the S. americanum strain CCGM7 [12] . Considering the CFNEI73 plasmid arrangement, we reanalyzed and re-sequenced strain CCGM7 and three plasmids were assembled: pSamCCGM7c (2249 Kb), pSamCCGM7b or pSym (547 Kb) and pSamCCGM7a (405 Kb) The two smallest were observed by PFGE (Additional file 1: Figure S1 ). The genomic features of strains CFNEI73 and CCGM7 are shown on the Table 1 .
Genomic comparison of seed-borne and nodule strains Structural comparison of the genomes of S. americanum strains
We obtained the ordered sequence of replicons of both S. americanum strains CCGM7 and CFNEI73 and performed a fine synteny analysis to detect rearrangements of genes with relative changed position. Figure 1 shows the ORF prediction for each replicon of the genomes and a synteny comparison. This analysis showed that the chromosomes were almost completely conserved between the strains and that the megaplasmids (plasmids c) and the symbiotic plasmids (plasmids b) showed extensive synteny, with 70-85 % total coverage. However, the smallest plasmid, pSamCFNEI73a, had only 18 % synteny with the CCGM7 genome, with the rest of the genes being strain-specific. The pSamCCGM7a was related to a segment of megaplasmid c of CFNEI73 (with 69 % synteny coverage). We also found that the cluster of genes for symbiosis on plasmid b were more dispersed in CCGM7, in comparison with CFNEI73, due to the insertion of strain-specific segments (see the positions of the numbers 1 to 4 in Fig. 1 ).
Abundance of transposases and strain-specific genes
The transposases are a key factor in the loss of synteny [19, 27, 28] . We found that the chromosomes of both seed-borne strains (CCGM1 and CCGM7) contained fewer transposases and integrases than the typical strains from nodules ( Table 2 ). The plasmids contained from five to ten times more transposases, per megabase, than the chromosomes. As observed, the proportion of transposases per megabase remained almost constant in the plasmids, but was more reduced in the chromosomes of seed-strains. Since the incorporation of strain-specific genes could arise from recent events of transposition, we evaluated the number of these genes by pair comparisons ( Table 2 ). The chromosomes of seed-borne strains had one-half to one-third less of strain-specific genes than the nodule strains, while the plasmids contained similar numbers. The pair of Rhizobium strains had twice the number of strain-specific genes in comparison to Sinorhizobium. Together, the results revealed a tendency to reduce both the number of transposases and the incorporation of strain-specific genes into the chromosomes of seed-borne strains.
Ortholog detection and identity analysis
A comparative analysis of the genomes of the isolates from bean seeds with related strains was performed. Strain CCGM1 was compared with R. phaseoli closest strains CIAT652 and CNPAF512 and then followed by strain CFN42 from the relative species R. etli. Strain CCGM7 was compared with S. americanum strain CFNEI73 and then with strains NGR234, HH103 and USDA257, from the closely related species S. fredii.
Orthologs shared in each group were deduced. Figure 2a shows the number of orthologs shared among the strains and strain-specific genes. Only half of the genome of each organism had orthologs with the others; but many of the remaining genes also had homologs in several strains of Rhizobiales (not shown). In the tested groups, only 315 and 204 genes were found exclusively and without homologs in strains CCGM1 and CCGM7, respectively (Additional file 2: Table S1 ). Many of them had hypothetical function and others apparently are isozymes. The seed-strains showed lesser strain-specific genes than nodule strains.
To discern the relatedness of strains and the global identity of the shared orthologs, their sequency identities were calculated and a frequency distribution was obtained (Fig. 2b ). The strain most closely related to CCGM1 was CNPAF512, with 98.4 % identity on average, followed by CIAT652 (97.9 %), and CFN42 (92.8 %). For CCGM7, the closest strain was CFNEI73 with average identity of 99.0 %, followed by the S. fredii strains HH103 (92.2 %), NGR234 (92.0 %) and USDA257 (91.8 %). We calculated the global average nucleotide identity (ANI) of the strains and the values obtained for these comparisons were in good concordance with the identity of shared orthologs (Additional file 3: Table S2 ) [29] .
Function of orthologs and strain-specific genes
A functional distribution was determined for orthologs and strain-specific genes of the seed-borne and nodule strains ( Fig. 3 ). The proportions of shared orthologs of both comparisons had similar functional profile. The strain-specific genes of R. phaseoli CCGM1 were particularly abundant in transcription (COG class K) and cell motility (N) and for CIAT652 in defense (V) and energy generation (C). The strain-specific genes of CCGM7 were enriched in cofactor biosynthesis (H). These enriched functions possibly are important in the seed niche. Strain-specific genes of CFNEI73 appeared to have increased proportion only for replication and recombination (L).
Analysis of families of paralogs
We found that CFNEI73 contained some genes that we initially described as unique in the CCGM7 genome [12] . For examples, the cluster of genes for hydrogenase (hydrogen uptake), the two RuBisCO genes (one of them associated to a complete cluster of genes of the Calvin cycle) and the nifV gene for the synthesis of homocitrate (the cofactor for nitrogenase, only found in free-living nitrogen fixers). Other unusual gene reiterations reported in strain CCGM7 were five nodD and three nodA reiterations, also present in the CFNEI73 genome. A phylogenetic tree showing the relatedness of the nodD reiterations is shown in Fig. 4a . Two paralogs appeared identical and the other three very similar. Given that, we extended the analysis to the genome content of both pairs of strains, looking for the families of paralogs and their identity level. In strain CCGM7 we found 156 groups of paralogs and 145 groups in CFNEI73. For CCGM1 and CIAT652, we found 101 groups and 86 groups, respectively. The identity among members of each group was calculated and a frequency distribution is shown in Fig. 4b and c. Despite a slight tendency to higher identity in the families of paralogs in the seed-borne strains, no significant statistical differences were found (ANOVA and Kruskal-Wallis H's).
(See figure on previous page.) Fig. 1 Schematic representation of the genomes of S. americanum strains CCGM7 and CFNEI73. a CCGM7. b CFNEI73. The circles represent, from top to bottom, the chromosome, plasmid c (megaplasmid), plasmid b (symbiotic plasmid) and plasmid a of each. From the innermost circle: GC skew, %GC content, ORF prediction with direction of transcription (color code according to the function: dark blue metabolism, light blue cellular processes, green information, gray unkown, red transposases and other mobile elements), structural comparison by synteny. Color code for synteny: black, synteny between chromosomes; turquoise, synteny between plasmids c; orange, synteny between plasmids b; green, syntenic segments between plasmids a. Other syntenic segments between replicons, as follow: CCGM7 pa with CFNEI73 chromosome gray; CCGM7 pc with CFNEI73 pa pink; and CCGM7 pa with CFNEI73 pc red 
Proteomes of the rhizobial seed isolates
We made proteome comparisons from cells grown in exponential phase (MM succinate-ammonium) to look for abundant specific proteins in the seed-borne strains in comparison with their close nodule relatives. CCGM1 and CIAT652 expressed about 725 and 710 proteins, or spots, respectively. By comparison, around 420 spots were the same in both strains; in contrast, 305 spots were found only in CCGM1 and 290 found only in CIAT652 (Additional file 4: Figure S2 ). The global correlation between the proteomes was 84 %. Table 3 lists 40 of the proteins with higher differential intensity identified in each strain. As can be observed, more proteins belonging to energy generation and translation appeared in CIAT652 strain; in contrast, more proteins for coenzyme and cofactor metabolism were abundant in CCGM1. Two hypothetical proteins were found in each strain and only five abundant proteins of strain CIAT652 had signals in CCGM1. We used the gene ontology (GO) enrichment terms tool to analyze the functional profiles of the abundant proteins in each of the strains. We found interesting differential profiles, as shown in the Table 4 . For example, in CCGM1, enriched terms were cofactor and coenzyme binding and metabolism, transferases and oxidoreductases. For CIAT652, carbohydrate metabolism and sulfur compound metabolism with ATPase and pyrophosphatase, hydrolases and amino acyl-tRNA activities. The participation of abundant proteins in metabolic pathways was analyzed (Additional file 5: Figure S3A ). As can be observed, pathways such as biosynthesis of carbohydrates, fatty acids and cofactors were better covered by the seed strain CCGM1, and the nodule strain CIAT652 had abundant proteins in the pathways of aminoacyl tRNA charging and carbohydrate degradation. The proteomes of strains CCGM7 and CFNEI73 showed 715 and 713 spots, respectively, sharing 491 spots. In this case, 224 were unique to CCGM7 and 222 unique to CFNEI73. The correlation between the proteomes was 82.6 %. Spots with differential abundance profiles were identified (Table 3) . Only one protein with hypothetical function was found in CFNEI73. The GO analysis of the abundant proteins showed enriched terms in CCGM7 for stress response, energy generation and metal detoxification and polyU, pyrimidine and purine metabolisms and metal binding, and single strand RNA-binding (Table 4 ). For CFNEI73, enriched terms included branched amino acid and dicarboxylic acid metabolisms, with binding of coenzyme, flavin, cofactor and NAD as biological activities. The abundant proteins of the seed strain CCGM7 participated more in pathways of the biosynthesis of carbohydrates and fatty acids and glycolysis (Additional file 5: Figure  S3B ). The nodule strain CIAT652 had abundant proteins for amino acid biosynthesis, cell structure and carbohydrate degradation.
The analyzed strains showed in the proteomes about 700 proteins each, shared up to 490 with the related strain and from 222 to 305 were considered unique proteins. Based on the pair comparisons, about 50 of the most abundant proteins were chosen for each strain and analyzed. Only 5 proteins had hypothetical function. Even when the strains were growing at the same exponential rate, the proteins had different metabolic functions.
Discussion
The seed-borne strains R. phaseoli CCGM1 and S. americanum CCGM7 described in this work were obtained through assays with noninoculated bean plants that nodulated and fixed nitrogen [12] . As described previously, the first non efficient strain tested was an Agrobacterium tumefaciens devoid of pTi and carrying instead a pSym derived from R. etli strain CFN42 [12] . Using these procedures, ten strains were isolated that showed plasmid profiles not observed previously. We reported that strain CCGM1 encoded several prophages (the firsts reported in Rhizobium), toxin/antitoxin pairs, queuosine, cellulosome anchoring system and other genes possibly related to the interaction with the plants [12] . The strain was a biotin auxotroph that showed a growth decline in serial subcultures, accumulated polybeta-hydroxybutyrate (PHB) and had low pyruvate dehydrogenase (PDH) activity (as typical of some strains of its species), yet had optimal nodulation and nitrogen fixation ability [12] .
Here, we compared the genomes and proteomes of rhizobial strains isolated only from nodules with isolates from bean seeds. The R. phaseoli strains were CIAT652 and CCGM1, respectively, and the S. americanum strains were CCGM7 and CFNEI73 [15] . This last strain was sequenced twice and, together with CCGM7 resequencing, allowed us to make a fine structural genome comparison (Fig. 1) . The S. americanum strains each have three plasmids: a megaplasmid of about 2 Mb, the symbiotic plasmid ranging from 450 to 550 Kb, and a smaller plasmid between 200 and 400 kb. The main observation of the structural study was the high synteny of the chromosomes and the megaplasmids. However, their symbiotic plasmids showed important differences in the region surrounding the symbiotic gene clusters. Furthermore, the smallest plasmid of CCGM7 apparently derived from a segment of the megaplasmid, but the smallest plasmid of CFNEI73 was almost completely unrelated. The plasmids in these S. americanum strains were difficult to observe. However, it was easy to observe the plasmids of other strains of S. americanum, CCBAU051121 and CCBAU051127 [30] . In our previous report, we did not observe plasmids in strain CCGM7 [12] . However, given the genome assembly and the report that CFNEI73 contained three plasmids [15] , additional efforts were made to detect its plasmids. To avoid the action of nucleases that possibly degrade the nucleic acids when the cells are lysed, the protocols were modified as described in Methods.
CFNEI73 also had some features that we previously found only in strain CCGM7: a nifV gene for homocitrate synthesis, hydrogenase uptake genes (hup) and two RubisCO clusters. The strains shared the three nodA and the five nodD reiterations (see the phylogeny in Fig. 4a ), with some of them being identical and others having slight differences. The expansion of genetic families appears as an adaptative trait, as observed in Leishmania [31] . Also, we observed that chromosomes of seed-borne strains had less transposases and strain-specific genes in comparison to the typical strains, indicating reduced potential for rearrangement and possibly gene loss as a requisite for seed prevalence. This could be analogous to the genome reduction observed in obligate intracellular bacteria [32, 33] .
The S. americanum strains had interesting metabolic abilities. CCGM7 had high PDH activity, grew without decline in serial cultures of minimal medium and, like CFNEI73, had the complete gene set for biotin synthesis, thus making them biotin prototrophs [12] . In the proteome analysis of abundant proteins, CCGM7 showed a protein set enriched for energy generation, response to stress, metal detoxification, translation and carbohydrate and ion metabolisms ( Table 3 ). CFNEI73 proteins appeared enriched for amino acid transport and metabolism. The abundant proteins of seed strains participated in the metabolic pathways of biosynthesis of carbohydrates, fatty acids and cofactors. On the other hand, the nodule strains had better coverage of amino acyl tRNA charging, and biosyntheses of amino acids and cell structures (Additional file 5: Figure S3 ).
It is important to mention that only five hypothetical proteins were abundant in the proteins analyzed (from Only exclusive terms for each strain are shown total 173). Apparently the main difference between the strains is related to the form in which the metabolism is performed, using the same main pathways. Also, 136 proteins had names, with specific function, and the rest 36 only generic functions. Only two proteins were abundant in both seed strains, namely PurH (Bifunctional phosphoribosyl amino imidazole carboxamide formyl transferase/ IMP cyclo hydrolase) and SucB (Dihydrolipoamide succinyl transferase). This pair of proteins may be considered specific markers of the seed strains in minimal medium. The differential metabolic functions of the identified abundant proteins were found even when the strains were growing at the same rate. Although the physiological meaning of these particular proteins in each strain can be matter of speculation, the data contribute to the characterization of the peculiarities of the strains. For example, the majority of abundant proteins (93 out 173) had no signal in the other strain, thus appearing as specific traits for each one. In E. coli it has been found that the core proteome is significantly enriched in nondiferentially expressed genes and depleted in differentially expressed genes [34] .
The nodule strain CIAT652 had abundant proteins for energy generation, translation, and more dehydrogenases (related to redox and energy processes). We previously performed symbiotic and physiological characterization of this strain, qualifying it as a highly efficient strain [14, 26] . The abundant proteins of seed strain CCGM1 were enriched for synthesis of coenzymes and cofactors (Tables 3 and 4 ). The seed bacteria must develop great adaptative traits because the spermosphere is a new niche with high competition between seed borne and soil microorganisms occurring at the time of seed emergence [35] .
It will be of interest to determine the host range of the S. americanum strains because they are relatively newly described species and their closest relatives belong to the very broad host range S. fredii strains NGR234 and USDA257, which can nodulate up to 112 and 79 legume species, respectively [36] . We have so far determined that CCGM7 can nodulate and fix nitrogen with P. vulgaris and Medicago truncatula; CFNEI73 can nodulate Acacia farnesiana [15] and P. vulgaris. As mentioned, the strains present five nodD reiterations and possibly these have a role in the host range. In a relevant recent paper, Del Cerro et al. determined that the five nodD genes of R. tropici CIAT899 were necessary to engage the microsymbiont in nodulation with different legume plants [37] .
A factor that might be crucial for our ability to isolate rhizobia from seed was that the seeds were cropped from plants irrigated previously with nitrogen. Apparently, the seed strain is more adapted to the presence of nitrogen. On the other hand, nodulation is the main process by which Rhizobium colonizes the plants, but the seed niche is a less constrained environment that relaxes the selective pressure on the symbiotic genes. Although the strain persistence in seeds can represent an advantage for the plants given their potential metabolic capabilities, the seed rhizobia can also lose the symbiotic capability in the seed environment, without apparent consequences for the plant. Thus, originally the nodulation ability was a necessary feature for entry into the plants, but in the seed isolates it is not an essential feature.
Conclusion
The seed-borne, nitrogen-fixing rhizobia strains represent an extended symbiotic model of the interaction with legume plants. Genomic differences such as rearrangement and reduction of transposases in the chromosomes possibly resulted from the adaptation to the seeds. Some functions such as stress response and biosynthesis of coenzymes, cofactors, carbohydrates and fatty acids appeared enriched in the seed strains. Comprehensive genomic studies, such as those presented here help to reveal global differences between the rhizobial seed strains and those isolated only from nodules.
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